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Study ID: GLPl 291 

l. lntrodudion 

Client: Sterilex Corporation Protocol Number: Pl 324 

PROTOCOL 

ANTIMICR~litBIAL 
TEST LABORATORIES 

Praiocol for GI.I AOAC U$0-Cilution Method 
P1324 

l'agc 2 of l 4 

This docvm1'nl detoi4 the moltlfio l$ and procedu.-. lo,.-.alual;,,g rhe efficacy of liquid diuileclcnb using lh& AOAC 
Us•-0.1ulion Metl>od in occo,d::ana, with Go::id Labolalory P"'dim Smdardoi fCt.'5) $1if>ula1<d by-40 Cfll 160, this 
document a/,o o,q,lom IN !>Jrmo (Ind condition, of fes1ir.g . 

11. P'urpo,;e 

lite puqx,oe 01 thic clucy;. to c!,,c.,rr.ont !kn officacy ai t-.o ,0$1 ,ub$!001cct 090imt the~~ (microo,gonism}"nde, 
the ,pecifoed test po rnll'l9•ers. 

Id. JumficGtonforthes.l..:lionofTeotSv,lanl~I 

the U~ Slaics fnvi,onmcn1cd rro,.,cr;.,,, ,¼ency (051:P.41 ~u,re-s specific o'llimicrobiof daims mode tor cbnfedonb 
for w<> c,n hard surface-s and sold in the Unile<l ,Slates to be supp~nad by 1,de,a:,t te:1 systems lfflli:roorgani$1r-ll 
oull;r,cd in fPA PrcdUd Poncrmanc,: To,, Guidol,nes, OCSW 810.2:ZOO, OiSlnfectoms fo, UH on Hatd SurioCK
Effi:acy Daro Recommenda•ic<,s ond olhe, ttlo.~ EPA guiJ:mc.. 

IV. Temr. and Ccndilions 

St-..dio~ h~· Antimietobicl Te:,, l.obo,o,oriq; ore conduaecl in occordonce wi1h ger.-,ol lenns at'd .:a-,.:liicns po>!ed on 
_,w.kllin,jcrociolle,tlobooolcries.com/t.,mr..hlm 

Prio< lo sllldy innio1ion • .4nlimaob;ol •esl lcborglorit, mu.s receive the oppt0<1ad gr>d •isned protocol, test ~ca 
end f'Ol'l"C'11• Ooange:: lo lno i:igncd, approved pr~OCICII ..-;m r-,qulro omondma"t ond moy incur odcf~ionol ftes. 
Conc:ellolion of the arucly any time oner the j>fOlacol hes been 1ign<td will re•ull in a cancella!lon lee af up ,a 100% of 
the lo'cl :sll.ldy cost, lo bi: dc!t:rmincd by lobnrotory monogem9nt Ol .~ ;ol• cliscrvtion. 

Ar.limicrgbial Teot labototo1ic• may repeal ,!y;l/c::s, r,,,.. of cha, gc • ., *•-• of vn,~ecl ptotocol non
w,,formant9, if 1 ... nor>-<onformo/\Ce is determined by lhc Study Oir«1or to l,o.,,. affett.d the slucly o~"""'- If ti,• 
ne<,lrolim,on •yslem sp«,Md for u sludy is nol adcquote, !he :lludy wil be deemed "incanctu.r.e• end the Sludv 
Spon•on,rn be, re..ponoibtc lcr 1hr. co.i of th& ;rudy, In odciilion, lhe s,udy Si:omor is respol"&ibl• ior the CO>l of all 
stu:lies perfoimed to ccnf.rm the oulalme ct a previous sMly and ic, """-''"9 f1ct tt.e s11Jdv w,11 n-.cct 1hcir rcgulcnory 
objccti-,i. 

Tho Sludy Spa,,_ must <>bta,~ writl:>n <onoorrt frgm An!imietobiol Tcot Lobotvto<ici; to .,;e ot publi1h its pro10<clt, 
itudy repor1S !Of paM ~re:,/j, logo or empqee nome1, le, :r.crkali,ig purpcstt. 

Test wb.sonce chorocrerizOlion o, to con1ent, stobiliiy, etc , ;. !he raspon,ib~il)o chhe Study Sl'0f11ct. lhe te.i ,~ldon1:e 
shal be CNOrod«izcd by lite :pon,cr pr,or lo lite comp!cticn of 1his oMly. 
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ANTIMICR~;:~l~=~=l~:}BIAL ....,_._.,, 

TEST LABORATORIES 
Study ID: GLPl 291 Client: Sterilex Corporation 

PROTOCOL 

Prcft)CO! for GlP AOAC Use-Dilution Melhod 
Pl324 

l'aool of 14 

v . T es1 Sui-nee ldenliliama..., Chmlldarimtion, ond Handrang 

Protocol Number: Pl 324 

All , .. , subsloncr. used 10 ,~rio1e ontimicrobial affi,;ocy claims w,N bo 111<11'11Jfoc1u1od or c,tl,ar.oi,;,, mtod ol !he 
"'-r ooriitied ,m,t (LCL~ 

Tut Subwnc• ""'""' - Slerilet UltnJ Ditirlecbnt Oeaner Solution 1 
Lot Numbor(1I - AM1 -:l58 
Aaiw Ingredient & Concenrmon -See allochad Cenifiaft of Anol,li& 
MDs,vlaciu<e Daht - 23FEB2015 
opir01ion Dole. 231'92016 

Te>! Subotonc,, Noma - Stori!Q Uhn, [)~ Oeonor So1ut,·on 1 
I.DI Numbeflsl-AM1-2AA 
1\1::ivo lngradient & Conaontralion - Soa ollached Ccrtifio:a of Anolwsis 
Manvfodure Dole- 23FEB201S 
Exr,,mon Daht - 23FEB2016 

Tut S,A,~ Nome - SlwilM Ullno DilinfectaN CIIClllel' Selmon 1 
lot ~mberj;I -AMl-531\ 
.Adi•e lngreoient & Contantrotion -See Olloched Cani6cale of Anolysis 
Mor.ufoctura Dole - 04M/Jl2015 
E,cpirotion Dote - CMMAR20l 6 

T0$1 Subst<>nco Nomo - Slorilu; ~ AcrillOlor Sc,lul;on 
Lot Numbo1(1I -AM1-129B 
Ac:lw lngrodianl & Ccnmntration - NIA 
Marvfoaure Oala-oaAPR2015 
Exp:railon O::ite • OWR2016 

T ...i S.ub11onc" Nome - SMrile,c Ultra A.:!i¥alorSolulion 
lot Numbcrj,t • AM 1-129A 
Ao,.., lf\llredierlt & Con01ntro1ion - N/A 
Mo r...locture Date - 03Al'R2015 
E,,p/ro1ion Onie • 03APR2016 

Spod ol Hondl.,g Requirctm,,nt, - No"" 

Tm rubstance d,:N'ar:te1itation as la conlcnt, ,1obilily, ..tc., {AO CFR. Po,t 160, anc! Sub po<I f I 60.10.SI) is lhe 
rer1X1n1ibility of tho Sfvdy SponS<>r, The 19$1 svbstonC'I moll b. choroc:terittad by 1h. Spon-..or prior lo il,o <omplo!ion of 
this tfucy. 

An:,m;c-olTc:,t Loltoro- • ll04 W lnrl-.trial 111,d. • llouf\d IIAdt. ToxOl 7868! • (S 121 llO.a:1711 
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ANTIMICRUiBIAL 
TEST LABORATORIES 

Study ID: GLPl 291 Client: Sterilex Corporation Protocol Number: Pl 324 

PROTOCOL 

ANTIMICR~t.(9BIAL 
TEST LABORATORIES 

Protocol for GU' AOAC Use-Dilution Method 
P1324 

• The test subol,,n.«;r) i,: mrod at ombi4ni (room! ·emperalo re under !luorr..ceni &ghling or in o cobintl . 
• Tho tc:t ,u~ancc i: 11,al,cn or olnctwi;e ffll>.-1 well mmedia1'oly pnor to vse jif opplicablo!. 
• The la!:t ..,1,,t.ar,ci, ;. handlad <01i,fy ,n occordnnco ,./th ma chem.:.ol op; ii may p~, sto1ed ;., the MS05 or by rhe 

Siudr Spom:,, d ,rj"il t!,e c<.>Une ol prc: ,lfudy con,n-,...,;a,<;an. 

Number of Te-.is Compriilng the Study- 3 (1 Test parT-, Subaanc1 lei parTMt Miaae,ganism) 
Cartid T - - Slaiffl- Steel Penleylinder 
Number of Con-.,.. per l ost Subotonco - 60 
Test Substance Form - Dilutio<I 11,,qui..d (1, 1:10). I po,t Slenle:11 Ultra 0~ 0-.arSolulion l + 1 po,t 

Slori'- Ulwa AdM!tor SoluHon + 10 pal1s Ciluani. 
Te<t Subslona Oilu.nl - 400 :!: 10 PPM /ION:, Symhe!ic Hate! Wow Solulian 
Tos!Tcmporcr.ure-20:z: 1°C 
Contod Tim. - !f Minvt. ~ 5 ...,.,,,cit 
Organ,:: Sail load - 5 ~ 0.11' lvJ.i F'""'I ......,_....., (F8S) 
N<iutroti«J1ion Brolh- Dty{fngley IO/EI Bro4h aupplememd with 0.1" <dalaoe 

Prqpo;ed 6,pe,imontol S:cm Colo 19.AJN2015 
Proposed Eiii:,.rimental lerminatioJi Dor.,, 19JUL201!i 

\11. Tesl ~ Uwc,oorgani1m 

&,lmonal/a «>IM,:a ATCC 10708 

\1111M~ls 

• Pure cub.ore of ,he test sy#~m {microorganism). 
• Suffitient quonlify sietile 8 J:. I ff\l'!\ od, 6 ± 1 mm id. lO "' I mm length, ~ 30• stain! ... steel p,,nic.)-lindt.r• It .. 

al v(s,ble lie,-..,. Fero 60 carrior 1"'1, crf leosi 69 carriers o,e neceuary per miaoo,vanisM and lol of product tes!ed 
(60 test corri•rs, 6 inotvl.rm control conietS., 1 nr,.11l<oli2olion oonhc l c:on _., and 2 ·..-mbatty control carricrcl. Ema 
corric;u-s moy bo ,,..,po,t>d la, - in 1M ,r.uc/y. 

• Suffidenl ~al!im,, of re:>i;iet\l g<ade 1 N NoOH oolu1ien. 
• SuflicierA quonlily ol dean, oNrile lOOx 15 m.-n s1.,1., Perri dis!--. 
• Suflitient qucnlily of sterile 9 on Wholrnan •2 lor ~alenl) filter papet rcunds. 

• Sufficient quontily cl 20 x 150 mrn t::;t lvbc.s conlaining 10 ml ""'""' MJAC S-,nli.tic Broih 
• Sufficient quantity ol s!er ~• p,olri ahheo 
• Su!lidant "°'"""' of t1,ril• ~tal co.in• 10,.,,.,.. for addilie,, ol ort;/icial ' 10,l" loocl ID rnicrabal culua if 0pol1011kl14. 
• Sufficiont claan, slet.,_ ?!S >< 100 mm test tub.... 
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Study ID: GLPl 291 Client: Sterilex Corporation Protocol Number: Pl 324 

PROTOCOL 

.-,~ ... 
ANTIMICRlif BIAL 
TEST LABORATORIES 

Protocol for GlP AOAC Use-Dilution Method 
P1324 

Pogc 5 of 14 

Svfndert stvn1c lubes ccntoining <tcrilo phosttha1e-b&,/lered ,alina, le, difu,on oi miaobial suspensions prior lo 
pla~ng. 

• Suttteionl twmber ond YO!umo of -ilo f'ot, I d"""'-" ono s!e,~e T')pl-'c So,. Agor a, olhM oppn,priole gt0wth CJilOr 
for anumaralton af diL!tod a-.icrobG 2;usper.s10ns. 

• Suff~ number of 25 • 150 mm test~ .. ccnto;nitlg 10 ml sterile suba,lfun, nautr.ifhohon hro'.i). 

• Twu .., m:>re betl1 wir• tra,_,., hooks of a lyp• lhol con b. ilome-steriliz.ed quietly vet !I"' <trcng cnough lo lvUy 
>UPfOrf !he weight of o peniq,finder durlr.g lronRr from one lllbo ra the r..cxt. 

• S.,n•en bum<1r, m1~QOic:ol in<;i119rutor, or m1e1a•torm c• cppropriole lo ensure rapid and compfel& llome-
sh11TI1m~0n of tram!,,, haob. 

• Sulficienl quantily of ,.,,;a.,pipenn ond appropriately ail:~ stent. ffllO'Op•pelto ~ -
• Aulc,,,o~c pipe1tor (PiPM-Aid or 1in, larJ end various sit .. of n,ikt s«Ologw:ol pipots. 

• TI-.e""""'~' ll,;.t ...,-bmersion in ot1 equilib,oted iest tube 10 incr.cota 1he 1•·tnp8"Jture of !he tes1 subotanc,, dutir,;, 
,.,. tes,i . 

• lncvboto, cop::,blo of wstoinfng !Omr,orotvrcs of 36 :1: 1 ·C. 

• forceps . 
• Appropricte vol..,.,.. of ~'Jr, .ih,,r,ol . 
• W.te inoculo,lng loop (4mm id), 

• Sufficient nurnh4r r:J ;ast tvbe <ixl<•. 
• Sor,;g,tor 

• Ulflified soiel!iM docll. 
• c:«tified di9ilol ltmer. 

• Water llolh «>poble of moinroilling 1he oppropriote· •ost lompa<aturo. 

IX.~ 

Preao•orioo of AOAC arrbelk hatd wm1c1olurioc 

• Ftcm each 1000 ml of slerile llO _,er (01 IMO$Urtd by l l 'IO!urrielrit flosl(J, a volume aqual !a lho fatal volume a l 
AOAC ha,d wofer reagents added in !ho O'Op; bolow is rcrmoYed by serologic,al p".ite. for ex:,niple, if 4 ml at 
.okrlion •1 • ond 4 ml ol iolulion • 2• ore lo I» cddod, then 8 n,1 of ,1eril6 w01er is remowd. 

• The cot1cenlrotion in PPM cl herd WOiff 10 be mode Is divided by l 00, fhol l:, ihc, wilumo, ln ml, of AOAC hard 
waler ;olutio~ • 1 • ond •r thu, ..,u be nccdod 10 rnoko 1000ml of hard....,.,., . 

• Based on lhe a,lc.,lalion al:o ... on a;,p,op,iale vak,me ol ICJAC 1olullon •1 • is oclded lo 1119 11<1,ik, wo4or, cu,d 
miled. 

• The OPllfOPriolv "Olurno af wution "2• ~ then addod and ~ -
An appropriaro uolv,,.. of the ~ "-'ic hon! *Glor i,, remove<! ond li1ro1c:d, I! nua11ary, ti.. !Oluion may b. 
dil...icd ..,.11, i:tanlc -• or augmc:nk:d with equal pa.ts solution •1 • ond '2" 10 ochie .. lhe SMly sponsor 
req..-fited hard water 18\•el. In ony cose.1"4 hord wr,,Qr conctultrnlion of 1hc nnal s,,lullcn i:, to be, detl!rmine:I by 
irlrolion and rccordGd . 

...-.:,r,ic,obi,:,1 To-;1 l<ibo,olotios • 130• W. 1"4\osmal Blvd. • louftd Rock, ,,._ 71168! • 1512) 310 ,B378 
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Study ID: GLPl 291 Client: Sterilex Corporation Protocol Number: Pl 324 

PROTOCOL 

ANTIMICRt°~❖i>.~ BIAL . . 
TEST LABORATORIES 

Protocol for GLP AOAC Use-Dilution Mothod 
Pl324 

l'Dgv 6 of 11. 

• All led tubei: thoi ,.;n , • .,...,,. tel:1 ,u~o•.ancc ""' tl,orouahly doonod and oloo111 •hlrU~ed p,i0110 use . 
• Ted sub::tanc;e i: pr~pourJ by c:!il<Aion (H : 10) by 11-.o c,ddmon ol 1 port of S1cnlo;,c Ul!to Disinfec-.an1 a...,,,., 

ScMion 1 to 1 port cf Slerikoc UllfO Ach•o1o< Solution, ta HI porls or AON:. S,nthclic Haul Water . 
10 ml of the J)tel)O"'d 19$1 fWS!onc• ~ trontfer.-.d by si.rit. di1pCtt0~ «<rok>Qicol pipot, or other ,neons m 
app:opriaic, ;.,,., each 25 • 100 mm 1',sl tvba de.ignoted for thr,n purpose, ond equil il.,rc,Md 1o t.S, tempelOlvre to, 
;i:, 10 n,inut.2 prior 10 it>~iol;og tes1ing or ,ec01diri9 ktst ,ubnan,;e hrmpcuulu1c. 

rhis subSl'l"'e l$ 1o be ll"M wilhi!\ 3 ho~--rs of prepora1ion. 

• lldo<e 1he le3t begins, !1,i, subcultu,.,/n""1ralir.m:>n ta1 lube, arc prcpan,d by daanir.g, fottowcd.b~ 1h. odditior, of 
10 ml of on oppropriole subcuhu<e neu11alizin-,i 11lltd1utn and Jh>om llwilited prim' t;, """· 

PreggmJion of y-,, Cou1!c; 

• Be!we the lest, deon ileinllu sleet cc:rr iM$ ore soaked in fresh lM NoOH lor al la,;ssl l 2 hours . 
• Co!l iers 01 e 1hor0',>!lhl1 rins<!d ~ ;ng mulliple lop-wo1or ,;,,.cs follo-..cd b,, a doubl<> VO,..,...., rinse. 

• An a~a.uat of rln>e -r nom d,., f01al R/O -..olcr ru1tc /• cal!ected, end m,li<:d wilh 2-3 dlOJ)t phor.olphth<.lltin , f 
olkof.nity is obs-.1 ltime -.oler turns p inkl d1" co•rieN. e re rQ-rin..i,d u:,~I olkali,,i!J i, no longer ol:sen.·«I. 
Corri- o•c disrrlbutad "''° on opproprio1e ou:otlovobt. con1oin•'• co""rad wi'rh deioniad or reveru, o.rnosis 
wukrr anci' s~com :dc;i_f"ilizcd. 

• Ca,n~ c:,,. allowed to c:ool lo foam fempcrafure F'"" to use Ir, the r:ludy. 

• Prior f:, "'• " i, the slud-1, i.o11i• •• ,,,., obsONcd far ffows and flawd "'""'''" ore dlJc<J<Clecl. 

l',acorotpn cf T~ IY.u• 

• A da~y cult,re ,,f 11-te lest mteroorgon;,.,,, is created from the microbial librur-1 i,ozen s1cck w Mure in 10 ml AOAC 
S,nlhclie Btoth. l hi> cuhvrc m lnc:a,bmcd for l~ :. ? hours ot :J6 :1' 1"C 

• Su~nt duily lrorislers (-r.:5) are ,nDC!e by lramleui ng 0 .010 ml of the mod ,ecent daily 1ran,fctt cuhun, it\10 10 
ml AON:. Sy,,:het,c llrorh ond incubated ro, 24 ~ 2 houn 0136 ~ l"C. Onlyo"" da,ly lrans!eri:s reqwed pr;,,, lo 
iniliaticn of !he rinal ml a,nure . 

A t.ist culrure is ini1ioled b'f 1ronsfenjr,g 0.010 nil of the tl'.OSI rec.en! doily transf@r cult111c into a" cppn,prialct 
number of 1Cs> 1Ubt<:, ooch con:<1l11ing 10 ml AOAC SV~1ic Brom ond int<Jbcr1ed lot -'18-54 hours at 36: l 'C 

• l =1 tvllurco ore-.or!cx ml,o,d ond ol"'-d la dcnd ai ambiQnt tompo,a1urofor :-,,; 10 mlnvNW:. 

• Ramovc, 1hc upper pcrtian of the mixed cvlturc(s), IROV,ng behind any c:11,bns or dumps, and paol in art approprio1e 
..... ol(1J. 

• Fos lhe '""pose of o<hie..;ng carrier co..nls .. ~hin the u,ng• ol lhe sludy. dilu!ion or ca,1ei,nUalion or tho ra10l 1nt 
cullvre m~r ba pcno1TT1C1d ~sring rhG cul:vna medivm vud IO generole ilo lr.t cultvrG. N,onipulalion oi tl,e fil'IOI ~1 

Ani,mi.,oi,,o l f..-H alx:,at.....,, • 130-4 W lndlr.rlrial 81-d • Round Rock, 1 .. a, 111681•(5121310-11378 
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Pall" 7 of lA 

cullutl' shoukl bt mod• p,iol to The addition of tho "'lilanic c,,il laod • . Maripulolad lff! cul1>Jr9< o,o u-...od ,.l:f,/., 30 
minutfJ!: for cauier inoculation, 

• Thuwed, sleril• f<t1al bo·,ine .. .....,. i; oddod to tho poal«d lat cuflur• ,lid, 1hol the lino! conce111ration i1 5,0 :<: 
0. 1'11, (v/v) l oppli<abr... 
The i..t c:ulturc.,so1 miiduns i, IIWirlcd grmlly to "'21 

C9otomirotioo C'lf Cnrrffi with Tq Culture 

• Deioniud/r.-,..se osmoci, wo:er is osp,,.,:od fro:n tho canla;ner corrloinin;i IM prepared 00n'Mll'l •JM!J n slenla 
serol091a>I plpot, 

• Tho te::I c:ulturo is added lo lho drain.d vessel conloining lhe poniq,lindors, ouch ht al l CDtriers or• complele!y 
submerged in lht l"1 cultur,i lot unilorm co,eraoo V-.,pra>rimalely l ml of cul!Ufl' per colTiei) . 

• lJ,e "'" cult"'9 ond peniql,nd<,0'$""' allo.,.,d lo stand loo· 15 :: 2 minvlu ot room ,emporaturo. 

• Aire, 1~ :!. 2 mim.1es hova elopsed, tho cvllwe io mpi toled and penicylinde<s ore te<no .. cf from Ike conlainer 
osept<olly uoi,,;i o .tarilc wire haolt (tarri,,,t moy be lapped or shaken pna, lo remowcl lo "'"''""' ezr:ess cult,"') 
anci ot<I ploud, no m:,,e lhon 12 c,c,,nars 1o o di,h, 01'1 clat3e doublrt tl•t ~-l-.1, sterile Peiri di;h90. Corricr.: 
ora plocvd on end, ....,.,1y ,paced in the, dish, such 1h01 !hey do not 1ovch one ono1har, II my cor,iers loll o-, 
!hey o,e di~ from u;e in the~- · 

• Loaded Petri dish,s arc covarcd, lranwrrad to an ,ncubator a1 36 :t 1 'C, ar>d allowod to ~· fc,, 40 = 2 r'llir1ufff. 
• lnoculor.d o;,,riors OfO .,..,,J w;,l,ir, 2 hours of dry;ng . 

Fmowm of Carritrs !e Tgst Sulmoncc 

• ln<><ui<Hd Lortien ore tronsfttred, u,,ng c, flame-:tcril/..,d wire hook. one ca,rie, 1o each :15>< 100 mm 1a,; h.lba 
co,,loinmg 10 ml t.t ,wbt:tc,nco, ol opp,op,iuhl inta,,,ols 10 ens,m, cooeful ond os,opic handling . Evt:iy o11e..-npl it 
made ta m11ur• thol corrien ore nor ollowad lo toU<h 11,,, 1aclao of Ike 11:st lube during this si.p II a tontaminotocl 
penicytlndor ta..-chc,; the riicl~ of lh~ !1111 lube going irno 1he test cubSlcme, lhon 1hi: concspa,,ding lcsl tube i~ 
nolad. 

• Tube~ contoinin!J ~ $'-lman,:v or>.f corner ora g•n!lr ,....;,led 1hen placed back;,, 1he •olar both for lb, duro1ion 
of l\ic c,c,n'IDct lime. 

• Afk:t th• cal'IIOCI lime for eoch carrier hos elapsed, .,ad, c;arriar i, removed from tha teal aubslor.ce vsi"lj o flomo. 
stenGud wi1a hook. Corr~ may bo loppod &, lhct to,,,,, lhird oi ''"' tube lo remo..,. e1am la,f oubrloncc. Corri= 
o," 1hcn trc,nslercrtd lo a te.t hlbe co.'IIQ,njng 10 ml of Iha approprlala ,ubcultura/nctU!tollzotion "'6dium, such 1h01 
it i's ,omphlelv wbmarg,d . If o ,,.arod pcmicy1inder loudtlrs lhe tides of me !e:lt lube 001119 ,ntn 1hu to,t sub:,fQncc, 
then the corresp:,ncling tesl lvbe is ncied. 

• r.,s.1 lube rccks ore$hnkan ond 1h,en inoubot.a for 48 ~ 2 hou<SotU :!:: 1•c. 
• JIJte1 incuboticn, ,he number of los.f tvbes Ghow.,9 gmwlh,. re::orded c!Qng -.n, H,a numb., 00111\ow.ng grc,wlh, 

~mitnJJ.llliiro of Je<I C:grnea 
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ANTIMICR(liBIAL 
TEST LABORATORIES 

Study ID: GLPl 291 Client: Sterilex Corporation Protocol Number: Pl 324 

PROTOCOL 

ANTIMICRt.l~BIAL 
TEST LABORATORIES 

Protocol tor GlP KJAC u-Dtlution Method 
Pl324 

?og♦ 8ol 1A 

• Followmg 1M condus""' of the dry"'""• cntti♦r.: a,. ouo~ ,n 1w<> s.is of tluwi one set lfflmedicltly prior b 
tonducling h !tit. and one •"' immcd,otoly following !he led. Eoc:h corr/or h. trundanocd incliv>duoly :o n 
•uhcvltvro/nculrolira1ion 1c!:t 8,1,c 

• Th...., 1e>t tubt:scr~ pt;,ced ,n a boow, filledwvth "'"""' 1o the: bd of Lqu,d "''hn"br., c,nd held by hand in o 
sonico1or so lhot lhe beaQr bc11om does nc1 touch 11- bCllon, of lh,r scnic:,,!ot ond o I 3 liqu,d lewis ara 
approamalaly equal, o.nd ,a..icuicd for I minuin : 5 secan<h, ,.,,.,rl with a c,rrtified digifol timer. 

• After 1onic.a1ion, the lelJ 1uba Dfi!' pooltd far each Uri o! three a:irri..,., scriollr d,lt,•,ed in sle~ P0S and plotod in 
d"l)~COti!' ,..;,t,;,. 2 hour, of sonicalll>tl us.ng standard dilution und ploltng technique., 

• ~num-ion plcr:es ore inaiboted /or ◄8 t: 2 houn hours ot 36 l 'C. 

• The numt,.r of m~~M$ Dn!stnt on the (Oll'i«S ofter drying is de,.rmintd usifig ~ foffowi,g formula, 
,ncluding count!: of •o; ar.d e.rcl..<llng d,1utlo~ w,th count. o! "> JOO.• CfU • Colony Fctming Unrlt 

~ .C6.llc,t.JJ2:W-~t•a• (;SJ lorJD.i +. (<1·!!'1_!19_'!..Cfl.J lot 10'\ • CAJ/ml 
10" + lo-' + Hr' 

(ICfU/ml) X l()j = CFU/Como, 

NOTE: 0th,,.· dilul«,ns "'DY bop/at«/ ,n mo - mt,t o loWIJr wob/e coflCMlralion Is UfMaed. 

• A oionlo uninc>t\lbl..:I cart iet i: tror.n:ttod I<> a 10&1 t,.l,o car.1,,.nlng 10 ml Qfthetts1 svbolant<t Alt&r !he sptd"...t 
conlact rime hos elopse:I, the corner is ~anslerr..d !:> D sub::ul!ure/n<IU!rclaoiion l:talh toll t,,,bo, ,...:1,out allowing 
,:acca flvid ta di-'3in off d the came,. 
Aftur tran:llotr. Ir~ tel1 tube i~ ,nocula!ed ..,;1h 10, 1 CO CFU DI ""'1 micro,;,r,joni,m (ob-~i,;ed by :;oriol dilvuon in PBSI 
ond incuboted o 1or,,g w.11, the other 1es1 tube,. 

• The inocul1,m ,s plolod irl dUFl(co1e lo -.,i/y 1M n,1mber of CFU oddtd and in<.uboted abng<ide Iha !tit. 

V,qbjjjll' Control 

• One to two itlocu!oled teSl corne,s ore plocod ,n •1cli,,iduo I .,.bc,.·/Am,/m:ut,.:,lir.,tic:> brc,th tubas and ona,l,a·od 
oloog,tde ti..~ 

Subg;ltyrq(NA\ltrol"'rrtion stsrl ily Contrnl 

• A 1HI Nbe conton no only ,vbc:ultvre/neurroliz<rloh bralh is incubO!ed alongside ""'°'od ...,, ..... 
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Study ID: GLP1291 Client: Sterilex Corporation Protocol Number: Pl 324 

PROTOCOL 

., .•. \ .... ..,. 

ANTIMICRif'·~BIAL P.J • .,.,. 

TESTtABORATORIES 

ea,,,.., StroJi!Y Coram! 

Protoool kw GLP AOAC Use-Diknlon Method 
Pl324 

• A •t..,ilc, ur,inoculalaJ a,,r.,," oddod lo a 1 .. 11ubo conl:ai,,ing •ubt:u "'e/reullof«11iort bro1h and is ir,cub~ 
alongside !reeled carr•rt. 

:r,,,, MjcrQQ!paoi•m Pvfi1¥ Cootml 

• A locplul ol lw tm1 wltur• u■-d m ~ ,tudy is subc.·uhured ta grow1hogar modiv"' and incubar1dolong1'de 
enumera1ion p!ole1 to morphologiccly conf.rl'ft pNts•nce of a 1)'1re <ul'Ur\t 

• An aliquot a# iOil i$ plated lO t1er>le grov,;,h medi11m and incvbo,td olono...io .. :;t tube to vari!y •IGr,li,y al tha hffia 
of ttnt if oppl;cobla. 

Medin st•dilY C9f'll!:9! 

• /Iv, aliquot o! PBS is odded lo $18n1e ~ med;,,,m ond incubo~ alongJ1dc la9I rube• lo v01,ly slchli!y at the tomo 
of1QSI . 

• A plate contoinirtQ oi,ly gro"'1h med.um vsed in this studr is incwboted olo"'Q side t•l1 ~ ·o venfy olw~riy 01 the 
~m• oftest. 

!nri1bofion of Tyl,q rod f[MmQ!l®n nod Comrol Pio 

• All tvbesond plot•• oreincubctedol 36 .L l'C for-48 :ct 2 ho,, , 5, 

Confmatioo ol Pa,ili'tt Tubn fclJpwjng lo<uhciPO 

If mJftple tul,.,. c1.m.,.,....1ro1. gro-..th, :>.20% ol 1has1t tub,.. on, ccn&rmed not to be a ,...,h of comminotion by 
plo6ng on groNth med",o, or Olher analysis as oppropri<, .. , 

• I\I conl,rmatory plolr. ore uu:uho d for I B-24 ho= at 36 : 1 'C. 

Con6rmol9'! of N,ontiu, Tuba; FgftgWi!J? &u;vho1PO 

Note: e«,f,rm(Jficn of Mfl(1fiw1 rvbes is condvcttJd 111 lh~ ,..,nt /t,a/ n ,pociol17od ~ ,..,,,,.olimtion 1711/dia, such 
as Dr:y/Engky brdlf,. t$ Uttd whido will na/ ihow lufbidily. 

• K olf tubes demonct:at. no gt"OWSh, :::!: 20,:. of lt,cn,e, tuba# aa con¾irmetl by platN'19 on groW1h m.dio, ct o1htJt 
ancfr>is as appropriate. 

• ,~I conli<motory plotH o,, in<ubor.d for 1 B-2'4 hovrs or 36 ~ 1 'C, 

Mli,..;crobia1T11<t l.obo,otori.,. • 130~ W '""""7iol 111,,d • l°""d lock, T.,..,s 78681 • 151~) ll0-8378 
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Study ID: GLPl 291 Client: Sterilex Corporation Protocol Number: Pl 324 

PROTOCOL 

ANTIMICR'~,=~«J. BIAL 
TEST LABORATORIES 

Prutocol for GlP AON:. U.-Dilulion Mathod 
Pl32.C 

P.,y~ 10 of 14 

1ho o•pe•imontol ::uc:coos (conlrol~) cri•erio folloor, . 

• T~ '"n mic,o,;,rgQr-lSm mvs.t domonworo o meon log densi')' of ol kost 5.0 cotr•:,pc,rtding to l x 101 

CfU/Caniat and nof c,bo.., 6.0 corrosponcl,no loo moan log d•nsily of l >t l O'CfU/Carr;er. 
• ih<> oub<:ul!ure/nev!talizof/011 s1etilit1 canfrol ie.t hmo io ncgatM: lot g,awlh . 

·• The c.mrie, tlenl~y conltol feof h.obe is negaliva lor gro,,.ih . 

• The lliob.rity gtowth control leS1 iui..,.) arc P""li-,a for graMh. 

• The ~:rofiro1ion co.nlrol sub:u11 .. ·e/neu1ralitotion 1.,.1 tlbe b p.,.;!i.., far gro..ih. 

• The r....,11a~zc1ion conltol il\OWlvm demonstrolft 10. 100 CFU. 

• The "sci!" slet:ilir,, ccl'llrol is ll"Qcli\•e lor groMh ii appl1Cabla. 

• lh• media sf111li'1' conltob or• ""Ii"'"" for g·awth. 

• The EPA performonot a.torcn ior d~11foc1ion lotlo,,s • 
• If l or mo,o nar~cont,ol sulxuliunt/ne\11TObotion t...it tube, a, e confonmcl po,l,.,• lot .S. •nl,,,ia, ATCC 10708 

grawth ol\,,r ,ncub:ifion, thton elilcac:y is not clcmon::lmhlcl b)' 1hc !Cit wb,;tonoa under rhe condiliol!J IYOkiolad. 
if l or i..wr ,..,n--<o,,l(ol subcul11Jte/ncu1tuli,uti,:n tcsl tvlma ate canfumacl posiliva for $. .-ica ATCC 10708 
9rowli-, oft..- /nc;ul,c,lion, then. 1ha i.st •ubslonc:o demaMl!clff dis,nleclion elfic:Ky undar the canditias,: 
OM>lualed 

• Rete,Sng 9"idar..:k lo, uisin/Ktion f:,jfa....: 

• When a ftt:ri lails crd tllelog•,,clan,dyof thc tui corne,i; i.bolow ·$.0, no rllle;ling It nKessory. 
• VA.on a lesi pa-, ond the loia,o c:lonsiii, al iha t,m carric~ i• abo.,. 6 .0, no ...-;09 i, ,wca11Qry, 

• Ylhcn o 1 .. 1 fais cn:l lhe 109,.dan:ily a11ho 1...-: coniers ,; obo"V 6 .(), retvslin11 may ti. cordUC1ed . 

Ro--.uf,, are rap<>rted 11CWro1elyond fully, in occordonce with £PA GLP (~0 CfRPotl l.SOJ . Adrall ntporl wll bill 
p:av,clccl le, te-MW by lt-.e StudySpon,--or p,ior t,, study complQilon . 

XI I. Doto and Sample Ratenlion 

rho ,tudy raport c;nd c:orra::i;onding da:o sheeti w11 be held in the orchiYff of Antimicrobial Test l.abora!Cr~ lor at 
leo.i 2 )'00•• aAer Iha dote of Iha fina l report and lhan may i,., c!oo-.n:,yod. If 1ho study is VHd by rhe ~'Udy Sp:,mo, 
in wppo<t of o bbel do m, doc11"""'101ion moy be ro1urnod lo the Study Spa-,sor far o,ch,.ing ol S,_udy Sponsor'• 
expc,1$e. 

The ten subs1once moy bo returned 1o "1e Sludy Spomor al 5'udy Spomo,•, t llqU<IOI and •"P"""" wahtn 30 dof'I af 
olvdy complcl•,n. II tl-w, SttJdy Sponsor clo4s r,ol rcq"MI rolum of ti.. ,a •. twill be deslroyad :.30 da,s aAer 
sh,dy con,pletian . 

...,,,,_..,,m,l,JGI Tc:stL11i:<Sratoncs • 1304 'N. lnclurtial Bl-.d. • Raund Rodt, l oses 7868l • (>l1)310.Sl78 
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Study ID: GLPl 291 

XIII. Quol,ty Co.,trol 

Client: Sterilex Corporation 

PROTOCOL 

Proiocol for GLP AOAC Use-Caution Melhod 
P1324 

Protocol Number: Pl 324 

• ll!e ~t-,dy 1~ cand~ed 111- o~<;o,tli(,~ -:.•111h Atll ,!'T"~of,--,l 1'~, to l,i:uolcf,~~• Q.uuJ..1'J '-".t:1tOfJr1U-.:tJI :i,y"~k:m a r.d wtil 
\:t'lderga ::> ~ol qua},ly ns.,u,<'f'1,,.f' r-::""'t:~" . .\ft pt'(,),!o ,ol a t·tcnJn crJ~ .... ii be fv•( ,cc:o:rd'!'.ct .:ir..d repc:,dcd.. ei v,:•dl r..: 
t:rt/ C!1•,1ot1on~ from the p101~ccl 

XJV. lfof'9111ncos 

"Ai•o<~ilCf\ ci OlfM.tCIS A,,alyf,c.,l t:hcn•.:I=:, tntuu1otronol • l'IO~r Of1:-.v,I •'tJ.1tl"M y;._,..._, 1.: iNiln~ ( ,,: ,.J,!'(1-.,..,.i. 
.A,gctn!.1 s~lrr:,,rcl,.'a I!!~ a, f!.,,.,.;e,ct ?¢ 1 l 

VS EP.t. ~,:,dud Perfornar.:~ ·rc:;1 ,..,.~9!,n,r; 0("..51'!' ~10 ?ZOO 0 ,1,rl,i(l<,~11 lo( UN "'' '"'"' Suilu< •• Clf1<"'-Y 
Oa!a Rutomtncndcmon.-: 

XV. P,aloc:al Appra...t 

"I, Mh! SJUO}· Svan:er, h O'YI? ,ood o"Cf v-trd~r~toncfilv.,i-;n.,d't' ~t,IO<OI By i,lfJl 'll,-u '"""' P,<>k1c,.)! t(lttf r.e11i+,, ~ IIKJl l fw 
1nformutron ard pa,omck:r; OC\-Vmtcl•t do,~:be :h t? r~~~,J lu ho:: cu1h1Jlelt.."-d' 11'1 <JC~ u,Jorn.c w lh Cx..J lub..v~ 
r1,acl.ce S1ond::uJ~ fG:J'Si ~f~oh}(I l.iy -10 CFR 100 J IM.J" t: ol)(l .nn,,J , _,.,J~-Jund 011U (J~Jh:~ lu ti~ l!!-t1t1:; uru:I 
c<>r.d ho..~$ ldcd fl lhc ornl~~• " 

Slud-t Sponsar/Raprase...iiYD Sii;not\11'9 Appv,,ng ?roeocol 

t-"-_~ ---
F., -c C\.>@l!of SWt 0 Jtit.><.let' . A, ,11 ... ..c,ob:al ·r~~, lab,,,ro!Gf ~. ll C 

[i J"JtJ ~o J!.t 
l).>1,,. 
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Study ID: GLPl 291 Client: Sterilex Corporation 

PROTOCOL 

Protoeol for GlP AOA.C Use-Dilution Method 
P132.4 

Poge 12 of 1◄ 

l'l\«s.?MJ,•sh;•M\.'tW-du,--w-1 °''•"fflrt1:Un.~• lilo'11h~ l)('i'ft Lf)l)11~ ~t .i1 t 4'11: 

J.astvt.lUMl&\o .b;, ~ .. ~J'f N~ .. uthe:1 Jim.r..). 

1'.:u:.t>u, 
I «1.41 Nu,tth#r: 
UJ.~t.tt ' .'\•;,fl,-: k-

·11-..:..." (4,. n:r.:.;~ 
~\~If)' Olr,l!lN 
Ca~ l.ohA•tiJl'I.'$ h1, 

Su,d~,c l.i f':1 :.J l'.lit,.'W'~, .. u,~, ( "tr.1.Y.o -~~Cdtt ( 
l\~U .').11\ 
~hl r.:t\,\. ~tr)l ~ 

Protocol Number: Pl 324 

Anlimi<robiol Tt,.! tobotc1orin • 1304 W hlus1riol 8lr.! . • R,,,md i!oc~. Tt•o> 78631 • 1512! 310-3373 
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Study ID: GLP1291 Client: Sterilex Corporation Protocol Number: Pl 324 

PROTOCOL 

-·~·.,, •.. 
ANTIMICRtJ~lf BIAL 
TEST LABORATORIES 

Prolocol for GLP AOAC Ua-Dilution Method 
P132-4 

Pug, 13 ol 14 

C'l'J~ - ,.....,_,,..,.,.,la, .. ,.., __ ,_.,... ... .., • ....... ~.--,·-

t}l,fl..a. ';tfvtlt ~\'W\ 011tk!-,,.-t,--d ir.~""141C'f\:iaw,~ .. b..a(.>(~·1 ~f.tl _.'- i '~,.r/(."'11~ 
1 ttv ~'\, ,i"'!\r-'l7~-.~ f ,:iMOt•~ 

, 1,..-r- St,eu'h. I tu U.ilnl...:t.s•,\ r;t.c:~1 Si• i.-.., , 
J.-.~lti.u-n1he, . ,O\YJ -~~ 
t).~lt(."I,..., .. ,.,..... ,.., .. ~:s:. ... ...... -. 

--s..:_" ~ 
nn.,t1A th'\r r,,~,, f)i~.;l.l.lf 

\ ,'13t",.&11!f•JfJo.J!--:f •• 111r 

-"nllmiaoblol Tn t loboratories • 1304 W lodv,1,t'al 91,d . • Rosnd «ock, r....,, 786111 • IS 12) 310.&l lll 
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Study ID: GLP1291 Client: Sterilex Corporation Protocol Number: Pl 324 

PROTOCOL 

.... . ~.~I.tr.·. 

ANTIMICR~{JtBIAL 
TEST LABORATORIES 

Protix.ol for GLP AOAC Use-Dilution Method 
P1324 

!'age 1A of 1A 

_,"-,,. .. .,.-.,.,.,..A_ , _t> t ,QtMf•t-,H,1,t t ,011 ....,.. __ .. _ _...,. __ 

n.;,,. An~1ib Yiu'.4. utr.:ddt"\oeli l'\C ,.,upliwN.>C w,111 49, ~:f'it 1 ~ 115 :i,z.r..4Ji t 4:'i. 
I •'tf..;11 ,11"~ f;:,c '"'lt!U~ ~-nniw1 -'(,CI IHI' 

l'loloc· 
t..11Na.O':, 
r-.«ttr,\h.:Jt!,,1.:· 

-fL_:,_c../1-.. 
1tft.S .. .,, IL. 
?>~· ~t<,• 
c-• l .J'l ....... •••.:-,,h.r 

Stt:n)..-Tt .- 11 ... DiU11r, .... lfJlrlr~. .k(11 I 
A.,1~ J.J./\ 
~ .... "" '- '<•t'\ 

,,.nl'}&, 

M!ino/,:,obiol l o,1 tal>Drmo11u • ll~ W lndwlriol M<d • Round Rode, T .. os 786111 • 45121310-8378 
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